. MT nucleation moves from the centriole to the apical domain during tracheal morphogenesis (A-H) Upon MT depolymerisation by cold treatment, anti-Tyrosinated-Tubulin antibody reveals newly nucleated MT fibres either at stage 11 (A-D) or stage 13 (E-H). Here centrioles are detected using the asl-YFP transgenic line. (A, E) Control embryos. MT depolymerisation after 6 h at 4° (B, F) is followed by MT repolymerisation for 2 min (C, G) or 30 min at RT (D, H). At stage 11, after 6 h at 4°, most of the tyr-MT network is depolymerised and the only few remaining short fibres coincide with the centriole position (A, B). At stage 13, nearly all the tyr-MTs are depolymerised after 6 h at 4° (E,F). After 2-min of regrowth at RT, long fibres of tyr-MT are visible at stage 11 (C) and an outburst of tyrosinated fibres is also detected at stage 13 (G). Thus, MT nucleation activity persists after the apical shift of -TuRC. Interestingly, after 30-min of regrowth, the tyrosinated-Tubulin signal has largely decreased at stage 13 compared to stage 11. These results reveal the activity of a carboxypeptidase which removes aromatic residues (Tyr or Phe) at the carboxy-terminal extremity of -Tubulin and strongly suggest that this activity is developmentally regulated, being more efficient at stage 13. Figure 5B and Figure 5C respectively. In panels A-C, scale bars represent 10m.
(D-F) To quantify the frequency of overlap between centrioles and Spas dots in stage 11 tracheal placode (D), we first thresholded the signal to avoid any false positive from background staining (E) and then measured the signal intensity in common in both spastin and centriole channels: 32% of centrioles dots overlap with Spas dots (E). To determine that this overlap is higher than expected by chance, frequency of overlap when centriole channel had been rotated clockwise is assessed (F). Overlap frequency was dropped to 1.7%, clearly indicating that Spas and centriole colocalisation is not random. (F-G") In spite of abnormal placodes, MT depolymerisation by cold treatment does not alter adherens junctions, as -catenin (F, G), and actin (F', G') localisations remain apical both in WT (F") and after 6 h at 4° (G").
